The filter cube also contained a laser clean-up filter (ZET488/640, AHF Analysetechnik) and a dual-notch filter (488/647 nm, AHF Analysetechnik) to remove remaining excitation light. Emitted fluorescent light was collected on an EMCCD camera (iXon 897 Ultra, Andor Technology) mounted on a custom-built camera adapter, which included an emission filter wheel. The emission filter wheel contained a 500 nm long pass filter (Chroma Technology) for 488 nm illumination and a 700/75 nm bandpass filter for 647 nm illumination. For astigmatism-based 3D localization microscopy, 1 a weak cylindrical lens (f = 1,000 mm, Thorlabs) could be placed between the tube lens (TL; f = 300 mm, Thorlabs) and the camera. Interfacing with all hardware devices and data acquisitions was done with µManager. 2 Step A shows an 11.6 µm x 11.6 µm SMLM image from such a dataset containing approximately 80,000 detected single molecule signals (scale bar = 1 µm, inset scale bar = 500 nm). To estimate the DBSCAN parameters (minPts and ε), a similar approach as shown in Ester et al (1996) 3 was used in a first step. The detected molecule coordinates from the list of localizations were used to determine the 4th nearest neighbor distances.
These distances were sorted in ascending order and plotted against the number of detected signals. The distance value where the first strong bend in the curve occurs, was taken as a starting point for ε (step B, indicated by the black arrow). Next, DBSCAN was applied using minPts = 4 and the estimated ε obtained from step B. The clusters obtained by DBSCAN were visualized (step C). Every detected cluster is represented by a different color. Black dots correspond to molecules that are not part of a cluster or which belong to a cluster with a diameter larger than 1 µm. The white cross indicates the center of mass of the cluster. For better visibility, only the ROI from step A is shown, This can be also seen in the frequency distribution of the distances from the molecule signals outside of the cluster (= noise points). At shorter distances, points deviate from the random distribution indicating clustering. If parameter for DBSCAN were correctly selected, these molecule signals should follow a random distribution. As a result, the ε parameter was set in this case to small. If ε is set to 40 nm, more molecule signals are assigned to a cluster and the frequency distribution of the distances from the residual noise signals approximates a random distribution. If ε is set too large, i.e. 70 nm, well separated clusters will be detected as one large cluster. The final parameters were found by iteratively adjusting minPts and ε such that the frequency distribution of distances from molecule signals outside of a cluster approximates a random distribution, supported by visual inspection of the clusters obtained from DBSCAN. To estimate the size of clustering due to multiple blinking of the same fluorophore, coverslips containing sparsely distributed secondary antibodies were prepared. Glass coverslips (R. Langenbrinck GmbH) were coated with poly-l-lysine (Sigma Aldrich) for 15 min to 30 min and then rinsed in ddH 2 O. Meanwhile, secondary antibodies (A-21237, Thermo Fisher Scientific) were diluted 1 to 10,000 in ddH 2 O. After vortexing, 100 µl of diluted antibody solution were pipetted on parafilm. The coverslip was placed on top of it with the coated side facing downwards. The sample was incubated for 1 h to 2 h. Next, the sample was rinsed with PBS (Thermo Fisher Scientific), embedded in Vectashield H-1000 (Vector Laboratories) and sealed using picodent twinsil (picodent Dental Produktions-und Vertriebs GmbH). Imaging and data evaluation were performed in the same way as for the cell samples.
Supplementary Note 2: Choice of stimulation time
The chosen stimulation times are based on previous studies with LPS as agonist, where it was shown that within 10 min after stimulation TLR4 is recruited into lipid rafts. 4 Furthermore, it was observed that TLR4 co-localizes with endosomes within 15 min of LPS stimulation. 5 Additionally, our measurements on macrophages revealed, that an LPS-induced translocation of NF-κB from the cytoplasm into the nucleus occurs within 30 minutes of stimulation (Fig. S7) . Fluorescence microscopy images of human primary macrophages stimulated for 120 min with LPS-EB (100 ng/ml). After fixation, cells were stained for NF-κB (pseudocolor yellow). The nucleus is counterstained using DAPI (pseudocolor blue). In the medium control NF-κB is mostly located in the cytoplasm, whereas in LPS-stimulated samples NF-κB is enriched in the nucleus (indicated by arrows). Scale bar = 50 µm. (B)
Quantitative evaluation of NF-κB translocation for cells fixed at indicated time points.
The ratio of nuclear to cytoplasmic NF-κB is plotted against the stimulation time.
Nuclear translocation of NF-κB is visible within 30 min of LPS stimulation.
Supplementary Note 3: Treatment, immunofluorescence staining and imaging of

NF-κB p65.
Treatment
Primary human macrophages were isolated and differentiated as described in the experimental section. Cells were seeded on 12-well glass bottom plates (Cellvis). After 6 days of differentiation, cells were stimulated with 100 ng/ml LPS-EB for 15 min to 480 min. Cells were then washed once in pre-warmed PBS and subsequently fixed using 4 % formaldehyde in PBS for 10 min at 37 °C. Next, cells were washed three times in PBS before proceeding with immunostaining of NF-κB. 
Immunofluorescence staining
Imaging
Imaging was done using the Opera Phenix High-Content Screening system (PerkinElmer). Samples were imaged through a 20x/1.0 water immersion objective.
Cells stained for NF-κB p65 and DAPI were excited using 561 nm and 405 nm laser lines, respectively. Emitted light was collected on two sCMOS cameras through specific emission filters for NF-κB p65 (570 nm to 630 nm) and DAPI (435 nm to 480 nm). 2 x 2 binning was used for the two cameras and the microscope was operated in a non-confocal mode. Intensity and exposure time were set to obtain sub-saturating pixels. In each well, images from 72 different ROIs were taken.
Image processing was done using Harmony software (PerkinElmer). First, stained cell nuclei were identified by segmenting the DAPI channel. Identified nuclei were used as seeds to identify their corresponding cytoplasm masks using the NF-κB p65 channel.
Masks were resized to avoid overlapping between them and to stay within the boundaries of the cell. Finally, a nuclear mask with a corresponding ring-like cytoplasm mask was obtained. Mean NF-κB p65 intensities within both masks were determined and the ratio of nuclear to cytoplasmic NF-κB p65 was calculated. Representation of the grid-based density analysis depicted in Figure 1D with absolute values. Detected signals were binned on a 10 nm x 10 nm grid and the signal density of each bin was divided by the mean signal density of the corresponding ROI. 
